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Sample size for RNA sequencing was n=12. We ensured that each patient (HCI010 and HCI002) had 3 replicates for uncultured cell and
cultured cell populations. We used triplicates for each sample and condition because this is standard for sequencing experiments.

No data was excluded in the manuscript unless otherwise specified.

All attempts at replication were successful.

We used mice for our model organism. Female mice were randomly assigned PDX tumours for transplant, or cultured PDX cells for injection.

Blinding was not relevant to the study.

CD298, diluted 1:100 (PE, BioLegend, Cat. No. 341704, Clone No. LNH-94, Lot No. B269993), MHC-I, diluted (APC, ThermoFisher,
Scientific Cat. No. 17-5957-80, Clone No. SF1-1.1.1, Lot No. 2044729), aV-FITC, diluted 1:100 (GeneTex Cat. No. GTX14082), PI,
diluted 1:100 (ThermoFisher Scientific Cat. No. P3566)

Human-specific CD298: The antibody was purified affinity chromatography and conjugated with PE. Each lot is quality control tested
by immunofluorescent staining and flow cytometric analysis. For flow cytometry, the suggested use is 5ul per million cells in 100ul ul
staining volume. References: Chiampanichayakul S, et al. 2006. Tissue Antigens; Malik N, et al. 1996. J. Biol. Chem.

Mouse-specific MHC-I: Antibody was validated by staining of C57BL/6 and BALB/c splenocytes. References: Kindy MS, et al. J. Transl.
Med. 2016; Larsen J, et al. Eur. J. Immunol. 2014; Luo Y, et al. Stem Cells 2012; Horst D, et al. Cancer Res. 2012.

Annexin-V FITC: Annexin V has a strong, Ca2+-dependent affinity for PS and therefore is used as a probe for detecting apoptosis.
Recommended use for FACS is 1 !l for 1 x 10" cells in 500 !l of 1X Annexin V Binding Buffer.

Propidium iodide (PI): PI is widely used and validated in fluorescence microscopy, confocal laser scanning microscopy, flow
cytometry, and fluorometry. References: Medin, J A et al. 1996. Blood; Lackey, Chantal A et al. 2002. Bioconjug Chem.
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Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Human research participants
Policy information about studies involving human research participants

Population characteristics

Recruitment

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Flow Cytometry

Plots

Confirm that:

The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.
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Orthotopic transplants of PDX tumours and cultured cell injections were done on 3-4 week old female NOD/SCID and NSG mice using
established protocols.

The study did not include wild animals.

The study did not include field-collected samples.

The University of California, Irvine Institutional Animal Care and Use Committee (IACUC) reviewed and approved all animal
experiments under AUP-19-051.

Patient samples were generously provided by A.L. Welm in the Department of Oncological Sciences at the Huntsman Cancer
Institute (HCI). HCI002 was acquired from a primary tumour biopsy of a female patient diagnosed with ER-PR-Her2-, basal-like
Stage IIIA medullary type IDC with no previous systemic treatment. HCI010 was acquired from a pleural effusion of a Stage
IIIC female patient diagnosed with ER-PR-Her2-, basal-like (PAM50) IDC treated with several rounds of chemotherapies.

All tissue samples were collected with informed consent from individuals being treated at the Huntsman Cancer Hospital and
the University of Utah.

Samples were collected and de-identified by the Huntsman Cancer Institute Tissue Resource and Application Core facility
before being obtained for implantation under a protocol approved by the University of Utah Institutional Review Board.

After 3-6 months of growth, tumors were collected from mice and mechanically dissociated, followed by 2 mg/mL
collagenase (Sigma-Aldrich, cat. no. C5138-1G) digestion in medium (DMEM F-12 medium with 5% FBS) at 37°C for 45
minutes on a standard shaker. The digested tumor was washed with PBS, incubated with trypsin (Corning, cat. no. 25-052-Cl)
for 10 minutes at 37°C, washed again, and then treated with DNaseI (Worthington Biochemical, cat. no. LS002139). The cells
were filtered through a 100 !m strainer. Live cell concentration was checked using the Countess II automated cell counter
(ThermoFisher Scientific Inc., Carlsbad, CA, USA). We then cultured the PDX cells in a 1:1 mix of Matrigel (Corning, cat. no.
356231) and EpiCult Medium (StemCell Technologies, cat. no. 05610). After two weeks, we stained the cultured cells for FACS
using fluorescent labeled antibodies for human specific CD298 (Biolegend, cat. no. 341704) and mouse-specific MHC-I
(eBioscience, cat. no. 17-5957-80).

BD FACSAria Fusion cell sorter

FACS diva software (version 6.1.1), FlowJo (version 10.5.3)

CD298+ MHC-I- cells were sorted for downstream sequencing. After culturing cells, we commonly achieve a population of
cells that is >85% CD298+ MHC-I-.

Gating strategy first excludes doublet and multiplet cells by forward scatter area x forward scatter width ( FSC W x FSC A) and




